. Characterization of asl mecD mutant testes. (A) Schematic of the wt (Asl WT ) and Asl mecD proteins. Predicted coiled coils (CCs) and subdivisions (F1, F2, and F3) for Y2H screening are indicated. (B) Western blots of extracts from yw control, asl mecD , and asl 2 /Df(3R)5177 testes probed with anti-Asl antiserum or anti-α-tubulin as a loading control. The image has been significantly overexposed, resulting in saturation of the Asl signal, to reveal the faint bands seen in asl mecD . (C) Projection of equatorial confocal slices through a control testis. Representation of the cell types in the Drosophila testis (bottom): hub cells (blue), mGSCs (orange) containing centrioles (red), gonialblast (gray), and mature SCs (brown) containing giant centrioles. (D) Similar projection of an asl mutant testis. The four distinct regions where we find populations of remnant, Asl-free, centrioles are indicated. Zone 1, hub cells; zone 2, mGSCs; zone 3, proximal germline cells with very few remnant centrioles; and zone 4, distal germline cells with a variable number of remnant centrioles. Multiple images were tiled to cover the entire testis. Schematic (bottom) as in C. Note the distribution and lengths of centrioles. (E) Measurements of the amount of Asl present at centrioles in wt (asl mecD /TM6) or asl (asl mecD /asl mecD ) mGSCs. As a control, measurements were taken at random cytoplasmic locations off the centriole. Mean ± SD is presented in red. Comparison by unpaired t tests, with Welch's correction when appropriate. ****, P < 0.0001; n.s., not significant. (F) Percentage of mGSCs with the indicated number of centrioles in wt and asl MecD testes at three different developmental times, larvae 72 h after egg laying (L72), larvae 96 h after egg laying (L96), and PAs. As development proceeds, fewer asl mGSCs have centrioles, indicating centrioles are being lost over (E) PLP (anti-PLP, green) localizes to centrioles in wt mGSCs, wt SCs, and asl mGSCs (blue box). (F) Cnn (anti-Cnn, green) weakly localizes to centrioles in wt mGSCs, wt SCs, and asl mGSCs (blue box). (G) Spd2 (anti-Spd2, green) weakly localizes to centrioles in wt mGSCs, wt SCs, and asl mGSCs (blue box). (H) γ-Tubulin (anti-γ-tubulin, green) localizes to centrioles (Ana1::tdTomato, red) in wt mGSCs, wt SCs, and asl mGSCs (blue box). Actin "a" from phalloidin staining is indicated. (I) Microtubules (anti-β-tubulin, green) and centrioles (Ana1::tdTomato, red) in wt mGSCs, wt SCs, and asl mGSCs (blue box). Actin "a" from phalloidin staining is indicated. (J) Selected frames from Video 3. mGSCs without centrioles in an asl mutant expressing GFP::α-tubulin (microtubules, green) and Ana1::tdTomato (red). Times are in minutes relative to NEB (red box). Anaphase onset (AO) is indicated by the purple box. Bars: (A-C) 5 µm; (E-I) 1 µm; (J) 5 µm. Figs. 8 and S4 . Three independent Western blots, as in G, using three independently produced extracts of the indicated genotype, were analyzed for the signal of the highest molecular mass band. This signal was normalized for loading relative to the amount of tubulin and then the fold change relative to GFP::Cep97 PACT was determined. The mean of the fold change ± SD is presented. Comparison by unpaired t tests, with Welch's correction. *, P ≤ 0.05; n.s., not significant. Bars, 1 µm. 
